• Always wear gloves and glasses for protection.
• Keep area separated from amplified DNA.
METHOD: Isolation of Live Lymphocytes
Preparation of blood with EDTA is best to isolate DNA and RNA (heparin makes complexes with DNA) Preparation with heparin allows immortalization of lymphocytes with EBV (for unlimited supply of DNA and RNA).
• ACCUSPIN ™ System-HISTOPAQUE ® -1077 , Sigma A7054, with respective directions or use the following procedure:
MATERIAL

Item
Manufacturer Catalog number 
Method:
• 10 ml blood with EDTA as anticoagulant and 10 ml blood with heparin
• Separate lymphocytes and monocytes from other blood components using the Ficoll method: • Dilute the blood with sterile PBS 1:1.
• Add 10 ml of Ficoll in a centrifuge tube, (the proportion between Ficoll and blood should be 1/3 and 2/3, respectively) • Carefully pour the diluted blood onto the ficoll solution (the blood must remain on top, do not mix).
• Centrifuge the tubes 20 min at 1600rpm (350g).
• Harvest the ring with white blood cells without touching the Ficoll using a sterile pipette tips.
• Dilute the white blood cells with PBS, then wash them twice in PBS.
• Resuspend the pellet in 1.5 ml FCS containing 10% DMSO. Put in 2 cryotubes. (For purposes not requiring live lymphocytes (e.g. DNA & RNA isolation) the pellet can be frozen directly) • Mark Heparin or EDTA pretreatment on the label.
• Store PBL at -80°C.
For DNA or RNA isolation (EDTA-prep), thaw tube, pellet lymphocytes, resuspend in appropriate buffer.
